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A.  Will you require JoVE to record video microscopy, such as filming a complex dissection or microinjection technique? (Y/N) NO  
B.   Does your protocol include detailed, step-by-step, descriptions of software usage? (Y/N) NO
C.  Which steps of your protocol will viewers benefit most from having filmed? Please list 4-6 individual steps using the step numbers listed in this document. (Please do not list entire sections.) 3.4, 3.5, 3.6, 3.7, 3.8
D.  What is the single most difficult aspect of this procedure and what do you do to ensure success?  Please list 1-2 individual steps using the step numbers listed in this document. (Please do not list entire sections.) 3.6
E.  Will the filming need to take place in multiple locations? (Y/N)  YES, 9.5 miles apart



1. Introduction (Experimental Goal and Author Interviews) – As the beginning of your video, the introduction should clearly present the goal of your method to the viewer and its significance.  Other information can be provided according to the various statements below, but the total introduction should not exceed 150 words. 

A. Experimental Goal (read by voice talent at JoVE):
The overall goal of this procedure is to collect nasal wipes from pigs for influenza A virus surveillance, providing a low-stress alternative to nasal swabs. (Intro)

B.  Required Interview Statements: (Said by you on camera. Don’t forget to smile!)  
1.1. Andrew Bowman: This method can enhance surveillance and provide insights into the strains of influenza A virus circulating among swine, because the procedure is simple to perform and does not require specialized training.
1.2. Andrew Bowman: The main advantage of this technique is that samples for diagnostic testing can be collected from individual animals with minimal restraint.   

C.  Optional Interview Statements: (Said by you on camera. Don’t forget to smile!)  
1.3. Sarah Nelson: The implications of this technique extend toward improving participation in influenza A virus surveillance programs because this low-stress method is more appealing to swine owners.  
1.4. Jacqueline Nolting: Though this method was originally developed for use with exhibition swine, it can also be applied to virus surveillance at commercial swine farms, agricultural fairs, and live animal markets.
D. Introduction of Demonstrator: (Said by you on camera. Don’t forget to smile!)
1.5. Andrew Bowman: Demonstrating the preparation of transport medium and collection vials will be Jody Edwards, a Research Assistant with our group. 
1.5.1. Interview style: Author saying the above 
1.5.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera. 
*Note to the Authors: Goal and interview statements were edited to conform to the 150-word length restriction. Please memorize all statements prior to filming.

E.  Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.9. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at The Ohio State University, Columbus, Ohio.




Protocol (read by voice talent at JoVE):
2. Preparation of Viral Transport Medium and Sample Collection Vials
2.1. [bookmark: _GoBack]To begin, first dissolve 37 grams of Brain Heart Infusion, or BHI, powder in 900 ml of purified water [2.1.1-WIDE MED]. Stir the solution at 70 0C to dissolve the powder completely [2.1.2-MED].
2.1.1. Talent scooping powder into vessel with water.
2.1.2. *Film as written.
2.2. Autoclave the broth for 15 minutes in a liquid cycle [2.2.1-WIDE], and then allow it to cool [2.2.2-MED].
2.2.1. Talent placing solution into autoclave.
2.2.2. Talent placing solution on bench to cool.
2.3. Next, dissolve 6.02 g of Penicillin G sodium salt and 10 g of Streptomycin sulfate in 100 ml of purified water at room temperature [2.3.1-MED]. 
2.3.1. Talent scooping antibiotics powder from small bottle into vessel with water.
2.4. Inside the hood, filter the antibiotic solution through a 0.22-micron polyethersulfone membrane into a sterile bottle [2.4.1-MED-Over the shoulder]. Add all 100 ml of this solution to the 900 ml of BHI broth, and mix it well [2.4.2-MED/CU].
2.4.1. *Film as written.
2.4.2. Talent pouring antibiotic solution into BHI and swirl by hand.
2.5. Test the pH of the medium and adjust it to between 7.2 and 7.6 with concentrated sterile HCl or NaOH if required [2.5.1-MED].
2.5.1. Talent measuring pH, and adding a solution to adjust.
2.6. Perform a PCR assay with primers specific for Influenza A virus as described in the text protocol to make sure that the medium is free of any viral genetic material [2.6.1-MED].
2.6.1. Talent placing tubes into thermocycler and closing the lid. 
2.7. Dispense 5 ml of the viral transport medium into 8-ml sterile, polyethylene vials [2.7.1-MED]. Freeze the vials at minus 20 °C in cryo-boxes until sample collection [2.7.2-WIDE].
2.7.1. *Film as written.
2.7.2. Talent opening freezer door, placing cryo-box into freezer, then closing door.
3. Collection of Nasal Wipes from Swine 
3.1. To prepare for sample collection, thaw an appropriate number of the transportation vials on ice, one tube per pig [3.1.1-CU]. Transport the tubes in chilled, ice-packed containers [3.1.2-MED].
3.1.1. Shot of vials on ice.
3.1.2. Show tubes being placed in the ice-packed container.
3.2. Prior to exposure to the animals, wear biosafety level II personal protective equipment, including coverall, respirator, earplugs and boot covers [3.2.1- MED]. 
3.2.1. Take shot of talent putting on protective gear, including head and footwear.
3.3. Enter the pen and confine the pig to a small area without restraining it [3.3.1-WIDE].
3.3.1. *Film as written.
3.4. Using a gloved hand, remove a sterile gauze pad from its wrapper [3.4.1-CU-TXT]. 
3.4.1. *Film as written, TEXT: Pad dimensions: 5.08 cm x 5.08 cm
3.5. Holding the pad with only the fingertips, wipe it across the pig’s snout and external nares with as much pad surface as possible [3.5.1-MED/CU]. Collect approximately 1 ml of the nasal secretions [3.5.2-MED/CU].
3.5.1. *Film as written. 
3.5.2. Shot of the gauze with visible secretion on it. 
(Video Editor: Insert Interview 3.12.1 here.)
3.6. Then, fold the gauze pad with the same hand, and, after opening the cap of the vial with the other uncontaminated hand, carefully insert the folded pad inside of the vial [3.6.1-CU]. Recap the vial without contaminating the surface [3.6.2-CU].
3.6.1. If possible, show folding, uncapping, and insertion in one shot. It might be necessary to split into two.
3.6.2. [combined with 3.6.1] *Film as written. 
3.7. Next, shake the vial so that the gauze is completely submerged in the liquid medium [3.7.1-CU]. 
3.7.1. Make sure to capture the gauze completely submerged.
Put 3.9 before 3.8
3.8. Remove the contaminated glove and then place the vial in its receptacle inside of the chilled container [3.8.1-MED-TXT]. 
3.8.1. *Film as written, TEXT: CAUTION: Change gloves for each sample. 
(Video Editor: Insert interview 3.13.1 here.) 
3.9. Label each vial with the animal identifier, and make sure that all necessary information for identification and description of the animal subject is correctly filled in [3.9.1-CU].
3.9.1. Show information on tube. 
3.10. Aliquot the samples if necessary and then place them on dry ice as soon as possible after collection [3.10.1-MED-TXT]. Store the vials at minus 80 0C [3.10.2-MED]. 
3.10.1. Talent placing sample into container with dry ice, Aliquots were not performed in the video. TEXT: CAUTION: Aliquot samples to avoid multiple freeze-thaw cycles.  
3.10.2. *Film as written.
3.11. For the identification and isolation of influenza in the collected samples, follow the steps as indicated in the text protocol [3.11.1-MED-Over the shoulder].  
3.11.1. Talent removes samples from the freezer.
Protocol interview statements:
3.12. Andrew Bowman, Step 3.5: When wiping the snout, attempt to enter the external nares with the gauze pad and collect all visible nasal secretions [3.12.1 – MED]. 
3.12.1. Interview style: Author saying the above. (Video Editor: use only after step 3.5 above.)
3.13. Jacqueline Nolting, Step 3.8: Since the protocol requires the gauze pad to be held in hand, it is imperative to change gloves between each sample to prevent cross contamination. Sample collectors must also take care not to contaminate gloves by touching animals or objects [3.13.1 – MED].   
3.13.1. Interview style: Author saying the above. (Video Editor: use only after step 3.8 above.)
(Authors: Interviews were edited to eliminate overlap with voiceover text and to conform to the 40-word length limit.)
4. 
Results: Comparison of Influenza Detection and Recovery Results from Snout Wipes and Nasal Swabs
4.1. Comparison of the number of pigs that were positive and negative for the identification of influenza virus using quantitative real time PCR [4.1.1-LM] showed that 235 samples were positive for influenza when samples were collected by snout wipes or nasal swabs [4.1.2-LM]. 
4.1.1. jove pcr image.tif 
4.1.2. Table 1.xlsx: Highlight the number 235 and the two boxes for Positives. 
4.2. 282 samples were negative for the virus using both collection methods [4.2.1-LM]. Only 36 samples showed different results, demonstrating a high degree of concordance between both collection methods [4.2.2-LM]. 
4.2.1. Table 1.xlsx: Highlight the number 282 and the two boxes for Negatives.
4.2.2. Table 1.xlsx: Highlight the two boxes with the number 18.
4.3. The following table shows the number of pigs found positive… [4.3.1-LM] and negative for Influenza virus when Influenza was cultured from snout wipes or nasal swabs. A high degree of correlation was also found using Influenza culture [4.3.2-LM]. 
4.3.1. Table 2.xlsx: Highlight the number 151 and both the boxes marked Positives
4.3.2. Table 2.xlsx: Highlight the number 360 and both the boxes marked Negatives.

5. Conclusion (said by authors on camera)
5.1. Andrew Bowman: After watching this video, you should have a good understanding of how to collect nasal wipes from swine for influenza A virus testing.

Provided Media

Authors, Please list all images, movie files, or 3-D rendered animations that can be included in the video per editor’s request.  The step in the script/video where these images will be inserted should be specified.   For example:

6.2 –  0123_PIname_Figure1.tif -  dual color imaging of tumor angiogenesis at 40X 
6.2 –  0123_PIname_Figure2.tif -  dual color imaging of tumor angiogenesis at 100X

Formats:  For static images we prefer .tiff, .eps, Illustrator, Powerpoint or Photoshop files at dimensions of at least 720X480 pixels and 300 dpi.  The higher resolution, the better.  Likewise any exported movie files should have at minimum these dimensions and be rendered to .mov, .mp4, or .avi files.  

Insert your media filenames here.


General Preparation

It’s critical for a smooth and organized shoot that all reagents are accounted for, in advance.   

Any overnight or long incubation steps should be recognized and specimens/samples be prepared in advance so that prior steps can be recorded and shooting can continue with pre-prepared specimens/samples.  

All tubes/flasks should be pre-labeled neatly before we arrive.  

Ex. Luciferase assay done in 96 well plates should be labeled with negative/positive control wells and experimental samples are labeled accordingly.

You will receive more detailed preparation instructions are included in the email accompanying the finalized script.
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